Supplemental Experimental procedures

Fly strains
The fly strains expressing UAS-miRNAs were provided by T. Lee [S1] . UAS-E75A flies were provided by H. Krause [S2] . Pdf-GAL4 [S3] and gal1118 [S4] were previously characterized. w; Sco/CyO; tub-GAL80 ts flies were obtained from the Bloomington Stock Center. UAS-E75 RNAi lines (GD: 44851, KK: 108399) were obtained from the VDRC.
Locomotor behavior assays
The locomotor behavior assays were conducted as previously described [S5] .
The behavioral data were analyzed using the FaasX software [S6] . Briefly, the locomotor activity values in 30-min recording intervals were used for both LD and DD behavior analyses. The LD behavior was analyzed from the LD data from days 1 to 3, and the free-running behavior was analyzed for 10 days in DD. Rhythmic flies were defined by a power >20 and a width > 2.5 by the chisquared periodogram analysis. The significance threshold was set to 5%. The chi-square test was used to compare the rhythmicity of the flies, and the Student's t-test (2-tailed) was used to compare the free-running period.
Immunostaining, microscopy and image analysis
The immunostaining of fly brains using anti-PER and anti-PDF antibodies was performed as described previously [S7] . The brains were imaged using a Leica SP5 confocal microscope. A minimum of 10 brain hemispheres per timepoint for each experiment were imaged and subjected to quantification using ImageJ software (NIH) following the previously described method [S5] .
Plasmid constructs
Clk expression plasmid (pAc-Clk-V5) was described previously [S8] , from which V5 tag was deleted to generate pAc-Clk. pAc-unf-V5 and pAc-E75A-V5
were constructed by amplifying the coding sequence of unf and E75A by PCR and ligating in-frame into pAc5.1/V5-His B (Invitrogen). unf cDNA provided by S. Robinow [S9] and an EST clone (EST RE08859) from the Drosophila Genomics Resource Center were used as templates for PCR. The constructs were verified by sequencing. The transfection of S2 cells and immunoblotting with anti-V5 antibodies verified that these constructs express full-length UNF and E75A. pAC-unf-FLAG was generated by exchanging the C-terminal V5/His tag of the pAc-unf-V5 with 3XFLAG. The E75 isoforms originally named isoform A, B, and C [S10] correspond to Eip75B-PC, PA, and PB (PB produces same polypeptides as PE and PF), respectively, in the Flybase nomenclature. We followed the customs and used the original nomenclature from Segraves et al. [S10] throughout the text. To construct per-luc and dRORE-luc, per genomic sequence from -1039 to +3348 (third exon) was amplified in 2 pieces and cloned into pGL4.24 (Promega) using Gibson Assembly (New England BioLabs). For dRORE-luc, a deletion of RORE site was introduced in the PCR fragments. Sanger sequencing confirmed the per genomic sequence and in-frame fusion of per 5' ORF and luciferase coding sequences.
Identification of the RORE in the period gene
The Regulatory Sequence Analysis Tools programs (RSA tools, [http://rsat.ulb.ac.be/rsat/]) [S11] were used to scan the Drosophila genome [S12] , and the sites were mapped using the Integrative Genomic Software [https://www.broadinstitute.org/igv/home] [S13, S14]. Within the 6 core clock genes (per, tim, Clk, cyc, cwo, vri) , RORE was found only in the per and pdp-1 genes. CLK ChIP-Chip data from Abruzzi et al. paper [S15] were used to examine if these ROREs were in or near the CLK binding sites, and only the RORE in per was found to overlap with a CLK binding peak.
for the RORE sequence ([A/T]A[A/T]NT[A/G]GGTCA)
S2 cell transfection and RNA analysis by real-time qPCR
S2 cells were maintained in Schneider's medium (Life Technologies) supplemented with 10% fetal bovine serum. The cells were plated in a 6-well plate (1 x 10 6 cells/well) and incubated for 24 hrs. The plasmids were transfected using Effectene Transfection Reagent (Qiagen) according to the protocol provided by the manufacturer. 48 hrs after the transfection, the culture medium was removed, the cells were harvested with Trizol (Life Technologies), and the total RNA was extracted following the manufacturer's protocol. The RNA was reverse-transcribed using oligo(dT) primers and analyzed with qPCR as previously described [S16] . The mRNA levels of per and tim were normalized to those of the housekeeping gene elongation factor 1β (Ef1β). Note that when we added an equal amount of pAc-RFP plasmid in each transfection complex and used the RFP mRNA levels to normalize the transfection efficiency, the results were identical to the data obtained without this normalization. Therefore, Figure 3A shows the results from 3 independent experiments performed without adding pAc-RFP to the transfection complex.
Luciferase assay
Luciferase assays were performed as described in [S17] with minor modifications. S2 cells were plated in a 96-well plate in antibiotic-free medium at 1 x 10 5 cells/well. 2 ng of pCopia-Renilla reporter (Addgene plasmid # 38093), 90 ng of luciferase reporter and 2 ng pAc-E75-V5 and/or pAc-unf-FLAG with or without 1 ng of pAc-Clk, were transfected. Empty pActin vector was supplemented to keep total amount of DNA constant. Luciferase activities were recorded 48 h after transfection using the DualGlo Luciferase Assay System (Promega) on a Victor X5 plate reader (PerkinElmer).
ChIP 9 x 10 7 S2 cells were cultured in one or two 225 cm 2 culture flasks and transfected with 240 ng of pAc-Clk-V5 only or a combination of 240 ng pAc-Clk, 1.2µg pAc-E75-V5 and/or pAc-UNF-FLAG. All transfection reaction mixtures were supplemented with pAc vector to keep the DNA concentration constant across the samples. ChIP was performed as described in [S18] .
qPCR was performed with the primers for E-boxes previously described in [S19] , RORE (F-CATCCAATCTGGGTCAGAGCA, R-AGCTGAAAATACCAAGGTGCAATG), and Lim1_out (F-GCCTGGTGGGCCATAAATCCA, R-ATACCAGTGTTTGGCGGAAAGTGT).
Viability analysis
Embryos were collected at 25°C for 4 hours. Hatched larvae were scored >26hr after egg deposition on 1/6th of the plate. GFP-negative larvae had
